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The usual method employed to measure the vitamin D activity
of a foodstuff is to feed definite amounts of it to test animals,
usually rats or chicks, raised on a vitamin D free diet and to
note the rate of bone formation. Many vitamin D assays are
made by means of the line test, in which the animal is killed and
the amount of new bone formation in the leg bone is observed.
The first indication of new bone formation is a more or less
continuous line of band-like deposition of calcium phosphate in
the bone, hence the name line-test.

FIG. 6. Line Test for Vitamin D
Left: Leg bone (radius) of rat fed a diet deficient in vitamin D. The
white band (A) shows "growing portion of bone, devoid of calcium, between
the tip of the bone and the older calcified bone below.
Right: Leg bone of rat (radius) showing calcification after diet contained
vitamin D. Note that calcium (dark band above dotted line) is being deposited
in the area formerly devoid of the mineral.
The International unit of vitamin D is the activity of one milli-
gram of a solution of irradiated ergosterol dissolved in olive oil
which is equivalent to the potency of 0.025 micrograms of crystal-
line calciferol.
Vitamin D in Normal Milk
Milk, butter, eggs and liver are the only foods which contain
appreciable amounts of natural vitamin D. Most of the vitamin